between healthy and SSc group. In SSc, Spearman analysis showed that antiCarP inversely correlated with the modified Rodnan skin score (RSS) (R= -0.325, p<0.001), independently of patients' age. Receiver operating characteristics (ROC) analysis identified the anti-CarP cutoff that best discriminated dichotomized clinical variables related to skin involvement. This cutoff that was employed to subdivide SSc patients into anti-CarP positive and anti-CarP negative patients. Three SSc skin-related clinical parameters were significantly different between groups: RSS (p=0.001), SI skin (p=0.002), and scleredema (p<0.001). A worse skin involvement was associated with low anti-CarP levels.
Conclusions:
The study shows that anti-CarP Ab serum level inversely associates to the severity of skin involvement in SSc patients. One possible mechanism to explain the inverse association is that the disease-dependent accumulation of carbamylated proteins in the skin may neutralize circulating anti-CarP Ab, thus contributing to their serum levels decrease. However, further investigation is needed to clarify this issue and to assess whether the levels anti-CarP Ab can be useful in the clinical setting of SSc. Background: Systemic sclerosis (SSc) is a chronic autoimmune disorder with cutaneous, vascular and immune cells abnormalities that lead to extensive cutaneous and visceral fibrosis with high morbidity and mortality. P-Selectin glycoprotein ligand-1 (PSGL-1) is the major ligand for P-selectin. PSGL-1 mediates the initial contacts with endothelial cells during extravasation to inflamed tissues or homing to several tissues in homeostatic conditions. In addition, PSGL-1/P-Selectin interaction contributes to the homeostasis of the immune system by generating regulatory T cells 1 . Importantly, the metalloprotease ADAM8 interacts with PSGL-1 and proteolytically processes it, what could be a regulatory mechanism to control the expression of PSGL-1 2 . Interestingly, mice lacking PSGL-1 develop a progressive SSc-like syndrome 3 . Objectives: To investigate whether PSGL-1 and ADAM8 expression on leukocytes could be implicated in the pathogenesis of SSc. Methods: PBLs from 47 SSc patients and 35 healthy donors were analyzed by flow cytometry. The percentage of cells expressing PSGL-1, HLA-DR and ADAM8, as well as the membrane (without cell permeabilization) and total (after cell permeabilization) expression were assessed for each leukocyte subset. For cell permeabilization, cells were incubated for 15 min at room temperature with a fixation/permeabilization solution. Positivity was stablished using isotype control antibodies. Comparisons between groups were analyzed with Student t tests or Mann-Whitney U test. For pairwise multiple comparisons one-way ANOVA with Tukey's post hoc test was applied (p<0.05, 95% CI). To analyze the possible contribution of PSGL-1, ADAM8 and HLA-DR to SSc pathogenesis, and to explore whether they could be used as biomarkers for SSc, we studied the influence of these molecules using a multivariate logistic regression model. Results: SSc patients showed increased expression of HLA-DR in antigen presenting cells (B cells, monocytes and dendritic cells), indicating a higher activation of these cells. PSGL-1 expression in B cells was decreased in SSc patients but increased in monocytes, dendritic cells (DC) and T cells. ADAM8 was increased in B and T lymphocytes, monocytes and DC from SSc patients. Overall, we have identified three variables that are associated with SSc: high percentage of ADAM8-expressing pDC, high PSGL-1 expression in cDC and high HLA-DR expression in CD16+ monocytes. Remarkably, highest PSGL-1 expression on conventional DC (cDC) and high levels of ADAM8 on plasmacytoid DC (pDC) associate with interstitial lung disease (ILD), one of the most severe SSc clinical manifestations, suggesting that PSGL-1 and ADAM8 could be prognostic markers of ILD. Conclusions: This study highlights that PSGL-1 and ADAM8 expression on DC, monocytes and lymphocytes could be implicated in SSc pathogenesis and particularly on DC might act as biomarkers for ILD. , IgGs from HD and SSc patients were used as additional stimulus for migration. Neutrophils and HL60 cells were preincubated (1h) with sitaxentan or ambrisentan, respectively, before being tested for migration (1h) using the Transwell assay. COLO357 cells were incubated (48h) in the presence of sitaxentan and migration was tested in the Oris Pro Cell assay. Migration was analysed by automatic cell counting or digital photo analysis and a migration index was calculated. Results: Sitaxentan and/or ambrisentan significantly blocked the migration of neutrophils and tumour cell lines. In more detail, neutrophil migration in response to FMLP, being set to 100%, was completely inhibited by sitaxentan (0,46%). Further, neutrophil migration in response to IgGs from HD and SSc patients was induced equally, again being set to 100%. In the presence of sitaxentan migration was reduced to 60%, respectively. In DMSO-differentiated HL60 cells the migratory capacity in response to FMLP (100%) was reduced to 66% by ambrisentan and to 14% by sitaxentan. Moreover, in the presence of sitaxentan and a Par-2 agonist the migratory ability of COLO357 cells was significantly decreased to 89% compared to Par-2 agonist only, being set to 100%. Conclusions: Our results suggest a pivotal and non-redundant role of ETAR in cell migration, which needs further clarification in order to repurpose the use of ETAR inhibitors. Therapeutic switching of ETAR antagonists from PAH to cancer therapies is a promising adjuvant therapy. 
